Experimental Section Protein expression and purification
A clone of the EphA3 kinase domain (residues: 606-947) was obtained from Prof. Sirano Dhe-Paganon's group 1 and expressed in Escherichia coli strain BL21 (DE3). Cells expressing EphA3 were induced with a 1 mM solution of isopropyl-β-D-thiogalactopyranoside (IPTG) for 12 h at 15 °C. Cell pellets were resuspended in buffer A (50 mM Tris, pH 8.0, and 100 mM NaCl, supplemented with protease inhibitors) and lysed by sonication. After centrifugation at 15,000 rpm for 1 h, the soluble fraction of EphA3 was purified using HisTrap FF crude and HiTrap Q HP columns (GE Healthcare), followed by gel filtration chromatography (Superdex75; GE Healthcare). The appropriate fractions were combined and concentrated to ~10 mg/mL using Amicon filter devices (10 kDa as cutoff) in a storage solution (100 mM sodium chloride and 10 mM Tris-HCl pH 8.0, 5% glycerol). The resulting solution was aliquoted and stored at -80 °C for further usage.
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